Specific binding of 3 H-gabapentin was measured in a membrane preparation (A) and peak DRM fraction (B) of adult rat brain. The membranes and DRM fractions were prepared and the assay performed using EDTA 2mM (closed circles C, D: Immunoblots for α 2 δ-1 of WCL (C, 10 µg protein) and co-immunoprecipitation (D, 20 µl) of α 2 δ-1 (*) with TSP4_HA, using same material as in A, B. The bottom panels represent GAPDH loading and coimmunoprecipitation controls.
Supplementary Figure S3: Full length TSP4 binds to LRP1.
A: Western blot analysis of immunoprecipitation of LRP1 minigenes 1-4_FLAG, and coimmunoprecipitation of TSP4_HA (lanes 1 to 4). As negative controls, the intracellular calcium channel auxiliary subunit β1b was used in the transfection mix with LRP1 minigene 4, instead of TSP4_HA (lane 5) or β1b was co-transfected with TSP4_HA (lane 6). Top panel: LRP1 immunoblots with FLAG antibody for WCL (left) and immunoprecipitate (right). The arrowheads indicate the cleaved form of LRP1 minigenes 2-4, corresponding to the N-terminal ligand-binding domain subunits. Middle panel: TSP4_HA immunoblots using HA Ab, for WCL (left) and showing co-immunoprecipitated TSP4 (right). GADPH was used as loading control (bottom panel). 10 µg protein was loaded for WCL and 15 µl of immunoprecipitated material was loaded on the gels
